gradient centrifugation. Untouched CD3 + T cells were enriched by magnetic cell sorting (MACS) using the Pan T-Cell Isolation Kit (Miltenyi Biotec). CD3 + T cells were collected as flow through. Beadloaded non-T cells were collected from the columns as eluate and further used as a target cell population in the target cell-dependent ELISpot assay. PBMCs and CD3 + T cells were used as starting populations for naive T-cell depletion using CD45RA and CD62L immunomagnetic microbeads with LS + and LD − columns, respectively. The positive fraction remained on the column while the negative fraction was collected as flow-through cells. Cell fractions obtained in this manner were divided into a memory fraction consisting of CD3 + CD45RA − (CD45RA_NF) and CD3 + CD62L − (CD62L_NF) T cells, and a naive fraction consisting of CD3 + CD45RA + (CD45RA_PF) and CD3 + CD62L + (CD62L_PF) T cells.
(B) Gating strategy on frequency and phenotype of T-cell populations within T-cell fractions. This gating strategy was used to determine the frequencies of the different T-cell populations and fractions using different markers. At least 30,000 events were acquired in the live gate for each analysis. Gates were set based upon the scatter properties of lymphocytes, followed by the exclusion of doublets and gating on CD3 + T cells. The CD45RA_PF and CD45RA_NF fractions were not tested for the purity of CD62L, and the CD62L_PF and CD62L_NF were not tested for the purity of CD45RA. (C) After discriminating between CD4 + and CD8 + T cells, the frequencies and purities of CD45RA +/− as well as CD62L +/− cells of all the T-cell fractions were determined. Further gating was done on CD45RA vs. 
